The importance of estimating the excretion of 17-ketosteroids in various endocrine disturbances is becoming more and more appreciated. In most of the larger general hospitals this estimation is frequently required and it is indeed an essential procedure for any endocrine clinic.
The method for the estimation of the 17-ketosteroids in urine, as described by Callow, Callow & Emmens (1938) and by Callow, Callow, Emmens & Stroud (1939) The present work was started with the object of producing a method which would be suitable to fit into the general routine of a hospital biochemical laboratory. The method that has been developed has the advantages of relative speed and of convenience ; in addition it may be carried out with a visual colorimeter, although a photo-electric colorimeter or absorptiometer may also be used.
Of the various methods for the estimation of 17-ketosteroids in urine, in general, they all employ ; firstly, the extraction of the 17-ketosteroids and the purification of the extract ; secondly, a colorimetric estimation of the 17-ketosteroids, and thirdly, a consideration of. any non-ketosteroid chromogens and any ketosteroids other than 17-ketosteroids which may be present in the purified extract and which may require the correction of a blank. It is necessary to consider briefly these three main steps, as there are considerable differences of opinion regarding each of them.
1. The extraction of the urinary 17-ketosteroids with an organic solvent, and the purification of the extract.
Adler (1934) showed that the androgenic substances, like the oestrogenic substances, occur in urine in the form of conjugated watersoluble compounds which are not soluble in, nor extracted by, organic solvents until they first have been hydrolyzed by boiling their solutions with dilute mineral acid. Callow et al (1939) showed that urine, except from cases in which the content of combined steroids was very high, contained inappreciable amounts of free 17-ketosteroids or androgens, as determined by direct extraction of unhydrolyzed urine with an organic solvent. Later, Venning, Hoffman & Browne (1942) showed that androsterone is excreted, in part at least, as soluble androsterone sulphate.
As a preliminary therefore to the extraction of urinary 17-ketosteroids it is necessary to hydrolyze the conjugated compounds by heating the urine with dilute mineral acid and to extract the free steroids with an organic solvent. A variety of techniques and of solvents have been employed ; but there are two main variations in the method itself. In the first, hydrolysis with acid and extraction of the liberated steroid with an organic solvent are carried out simultaneously. Carbon tetrachloride or benzene are usually employed as the solvent ; with the former an all-glass reflux apparatus is required, and with the latter a continuous extractor. Talbot & Langstroth (1939) ; Talbot, Butler & MacL,achlan (1940) , and Talbot, Wolfe, MacL,achlan & Berman (1941) describe the method using carbon tetrachloride, and Baumann & Metzger (1940) describe it using benzene. In the other method the urine is first hydrolyzed by boiling with dilute mineral acid for a short period, and then extracted with an organic solvent. With this method different solvents may also be used ; Oesting (1937) uses benzene ; Robbie & Gibson (1943) and Wooster (1943) (Robbie & Gibson, 1943 (1941) , and Robbie & Gibson (1943) . In this method a deep brown colour, due to the interaction of the reagents, develops at the same time as the pink colour due to the 17-ketosteroids. This can be well seen when a blank is carried out with the reagents alone.
The second variation has also been used by a number of workers : Oesting (1937) ; Pincus & Pearlman (1941) , and Cohen & Salter (1944) Hirsutism, ($) 27 yrs. The Zimmermann reaction is the better known and the more generally used of the two colour reactions for 17-ketosteroids, and it is this reaction that has been used routinely in the method to be described here. 
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The Zimmermann reaction. 9. Commercial absolute alcohol.
Glassware.
All glassware should be scrupulously clean.
1. 600ml. glass-stoppered separating funnels.
2. 100 ml., 250 ml., and 1,000 ml. conical flasks (Pyrex).
3. 500 ml. beakers (Pyrex). King (1946 (Callow, 1938, and Crooke & 
